Formation of DNA-protein complexes in the presence of wild type SCP1 TSS and mutant m1SCP1 TSS in HeLa nuclear extract (NE). The DNA-protein complexes are formed with 33 P-labeled 30 bp oligonucleotides (5 fmol). EMSA reactions with 33p-labeled wild type SCP1 are presented in lanes 1 -4. Reactions are assembled with HeLa nuclear extract (4ug of protein), 20 fmol of unlabelled oligonucleotide with no homology to TSS, 5ug of BSA, and 1ug of poly (dA).(dT). Lane 1 -reaction in the absence of HeLa nuclear extract (NE); lane 2reaction in the presence of NE and 1ug of preimmune antibody; 3 -reaction in the presence of 1ug of anti-TFIIF specific antibody; 4 -reaction with 20fmol of non labeled wtTSS as a competitor. The reactions in lanes 5 -8 received 33 P-labelled mtTSS oligonucleotide. The position of the TSS shifted bands and the anti-TFIIF antibody supershifted complex are shown on the left. The composition of the reactions is shown above the lanes. The complexes are separated electrophoretically in 1% agarose gels and TRIS -Glycine buffer, pH 8.3. Results are visualized by radioautography.
